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5 ^ NOVEL APQPTOSIS-MODULATING PROTEINS. DNA ENCODING 
THE PROTEINS AND METHODS OF USE THEREOF 

This is a continuation-in-part of United States 
patent application Serial No. 08/160,067 filed November 
10 30, 1993. 



Field of the Invention 

This invention relates to novel proteins with 
apoptosis-modulating activity, recombinant DNA encoding 
15 the proteins, compositions containing the proteins and 
methods of use thereof . 

Background of the Invention 

Apoptosis is a normal physiologic process that 

20 leads to individual cell death. This process of 

programmed cell death is involved in a variety of normal 
and pathogenic biological events and can be induced by a 
number of unrelated stimuli. Changes in the biological 
regulation of apoptosis also occur during aging and are 

25 responsible for many of the conditions and diseases 
related to aging. Recent studies of apoptosis have 
implied that a common metabolic pathway leading to cell 
death may be initiated by a wide variety of signals, 
including hormones, serum growth factor deprivation, 

30 chemotherapeutic agents, ionizing radiation and infection 
by human immunodeficiency virus (HIV) . Wyllie (1980) 
Nature, 284:555-556; Kanter et al . (1984) Biochem. 
Biophys . Res . Commun . 118 :392-399 ; Duke and Cohen (1986) 
Lvmphokine Res. 5:289-299; Tomei et al . (1988) Biochem. 

35 B i ophy s . Res. Commun . 155:324-331; Kruman et al . (1991) 
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J, Cell. Physiol, 14_8: 267-273 ; Ameisen and Capron (1991) 
Immunolocrv Today 12.: 102; and Sheppard and Ascher (1992) 
J. AIDS 5:143. Agents that modulate the biological 
control of apoptosis thus have therapeutic utility in a 
5 wide variety of conditions. 

Apoptotic cell death is characterized by 
cellular shrinkage, chromatin condensation, cytoplasmic 
blebbing, increased membrane permeability and 
interchrcmosomal DNA cleavage. Kerr et al . (1992) 

10 FA5EB J. 6:2450; and Cohen and Duke (1992) Ann. Rev. 

Immunol . 10:267. The blebs, small, membrane -encapsulated 
spheres that pinch off of the surface of apoptotic cells, 
may continue to produce superoxide radicals which damage 
surrounding cell tissue and may be involved in 

15 inflammatory processes. 

Bel -2 was discovered at the common chromosomal 
translocation site t(14:18) in follicular lymphbmas and ■ 
'resTilts in aberrant over-expression of bcl-2. Tsujimoto 
et al. (1984) Science 226 : 1097-1099 ; and Cleary et al . 

20 (1986) Cell 47.: 19-28. The normal function of bcl-2 is 
the prevention of apoptosis; unregulated expression of 
bcl-2 in B cells is thought to lead to increased numbers 
of proliferating B cells which may be a critical factor 
in the development of lymphoma, McDonnell and Korsmeyer 

25 (1991) Nature 349 : 254-256 ; and, for review see, Edgington 
(1993) Bio/Tech. 11:787-792. Bcl-2 is also capable of 
blocking of y irradiation- induced cell death. Sentman et 
al. (1991) Cell 62:879-888; and Strassen (1991) Cell 
.67:889-899. It is now known that bcl-2 inhibits most 

30 types of apoptotic cell death and is thought to function 
by regulating an antioxidant pathway at sites of free 
radical generation. Hockenbery et al . (19 93) Cell 
75 :241-251, 

While apoptosis is a normal cellular event, it 
35 can also be induced by pathological conditions and a 
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variety of injuries. Apoptosis is involved in a wide 
variety of conditions including but not limited to, 
cardiovascular disease, cancer regression, 
immunoregulation, viral diseases, anemia, 'neurological 
5 disorders, gastrointestinal disorders, including but not 
limited to, diarrhea and dysentery, diabetes, hair loss, 
rejection of organ transplants, prostate hypertrophy, 
obesity, ocular disorders, stress and aging. 

Bel -2 belongs to a family of proteins some of 
10 which have been cloned and sequenced* Williams and Smith 
(1993) Cell 74:777-779. All references cited herein, 
both supra and infra, are hereby incorporated by 
reference herein. 

15 Summary of the Invention 

Substantially purified DNA encoding novel bcl-2 
homologs, termed cdn-1, cdn-2 and cdn-3, as well as 
recfombinant cells and transgenic animals expressing the 
cdn-1 and cdn-2 genes are provided. The substantially 

20 purified CDN-1 and CDN-2 proteins and compositions 

thereof are also provided. Diagnostic and therapeutic 
methods utilizing the DNA and proteins are also provided. 
Methods of screening for pharmaceutical agents that 
stimulate, as well as pharmaceutical agents that inhibit 

25 cdn-1 and cdn-2 activity levels are also provided. 

Brief description of the Drawings 

Figure 1 depicts the PCR primers used to 
isolate the cdn-1 probes. 
3 0 Figure 2 depicts the cdn-1 clones obtained by 

the methods described in Example 1. 

Figure 3 depicts the nucleotide sequence of 

cdn-1 . 
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Figure 4 depicts the results of a Northern blot 
analysis of multiple tissues with probes specific for 
both bcl-2 and cdn-1. 

Figure 5 shows the sequence of the cdn-2 cDNA 
5 and flanking sequences and the corresponding predicted 
amino acid sequence of the cdn-2 protein. 

Figure 6. shows a comparison of N-terminal amino 
acid sequences of cdn-1, cdn-2 and known bcl-2 family 
members . 

10 Figure 7 shows the nucleotide sequence of 

cdn-3 . 

Figure 8 shows the anti-apoptotic effects of 

cdn-1 and some of its derivatives in serum-deprivation 

induced apoptosis of WIL-2 cells. 
15 Figure 9 shows anti-apoptotic effects of cdn-1 

and some of its derivatives in FAS- induced apoptosis of 

WIL-2 cells. 

Figure 10 shows modulation of apoptosis by 

cdn-1 and cdn-2 in FL5.12 cells. 
20 Figure 11 depicts the cdn-1 derivative proteins 

Al, A2 and A3. The N-terminal residues are indicated by 

the arrows. The remainder of the derivative proteins is 

the same as full-length cdn-1. 

25 Detailed Description of the Invention 

The present invention encompasses substantially 
purified nucleotide sequences encoding the novel bcl-2 
homologs, cdn-1 and 'cdn-2; and the proteins encoded 
thereby; compositions comprising cdn-1 and cdn-2 genes 

30 and proteins and methods of use of thereof. Note that in 
copending United States patent application Serial No. 
08/160,067, cdn-1 was termed cdi-1; although the name has 
been changed, the nucleotide sequence remains identical. 
The invention further includes recombinant cells and 

35 transgenic animals expressing the cloned cdn-1 or cdn-2 



23 64 7\2000720\153 995.2 



: -472000720 
Px^rENT 



genes. The nucleotide and predicted amino acid residue 
sequences of cdn-1 are shown in Figure 3; and those of 
cdn-2 are shown in Figure 5. It has now been found that 
the proteins encoded by the cdn genes are capable of 
5 modulating apoptosis. In a lymphoblastoid cell line, 

cdn-1 was shown to decrease Fas-mediated apoptosis. In a 
mouse progenitor B cell line, FL5.12, cdn-2 and a 
derivative of cdn-1 decrease IL-3 -induced apoptosis 
whereas cdn-1 slightly increased apoptosis. Thus, 

10 depending on the cell type, the derivative of cdn and the 
method of induction of apoptosis, apoptosis can be 
modulated in a highly specific manner by controlling the 
concentration of cdns. 

As used herein, "cdns" or "cdn" refers to the 

15 nucleic acid molecules described herein {cdn-1, cdn-2, 
cdn- 3 and derivatives thereof) , "the CDNs" or "CDN" 
refers to the proteins encoded thereby (CDN-1, 6dN-2, 
cbN-3 and derivatives thereof) . The present invention 
encompasses cdn-1 and cdn-2 nucleotide sequences. The 

20 cdn nucleotides include, but are not limited to, the 

cDNA, genome -derived DNA and synthetic or semi-synthetic 
DNA or RNA. The nucleotide sequence of the cdn-1 cDNA 
with the location of restriction endonuclease sites is 
shown in Figure 2. As described in the examples herein, 

25 cdn-1 mRNA has been detected in a variety of human organs 
and tissues by Northern blot analysis. These organs 
include liver; heart; skeletal muscle; lung; kidney; and 
pancreas as shown in Figure 3 . 

Similarly, cdn-2, cdn cDNA, genomic DNA and 

30 synthetic or semi-synthetic DNAs and RNAs are additional 
embodiments of the present invention. The nucleotide 
sequence of cdn-2 cDNA, along with the predicted amino 
acid sequence of cdn-2 protein and the locations of 
restriction endonuclease recognition sites, is given in 

35 Figure 5. The examples presented herein indicate .that 
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cdn-1 is on human chromosome 6 and that cdn-2 is on human 
chromosome 20 • There is also a member of the family 
cdn-3 which is on human chromosome 11. Fluorescence in 
situ hybridization (FISH) indicated an approximate 
5 location of cdn-1 to be at 6p21-23, Within this region 
resides the gene for spinocerebellar ataxia type 1, 
Interestingly, apoptosis has been proposed recently to be 
involved in the related genetic disorder ataxia 
telangiectasia. Taken together with the chromosomal 

10 localization and the expression of cdn-1 in brain tissue, 
this suggests the possibility that cdn-l/cdn-2 might 
represent the SCAl gene locus. It is possible that cdn-2 
and cdn-3 are pseudogenes. While these may not be 
expressed endogenously, they are capable of expression 

15 from a recombinant vector providing the appropriate 

promoter sequences. Thus, both cdn-2 and cdn-3 genes are 
encompassed by the present invention as are recombinant 
constructs thereof and proteins encoded thereby. 

Derivatives of the genes and proteins include 

20 any portion of the protein, or gene encoding the protein, 
which retains apoptosis modulating activity. Figure 10 
depicts three such derivatives of cdn-1 which have been 
shown to retain apoptosis-modulating activity. These 
derivatives, cdnl-Al, cdnl-A2 and cdnl-A3, are 

25 encompassed by the present invention. 

The invention includes modifications to cdn DNA 
sequences such as deletions, substitutions and additions 
particularly in the non-coding regions of genomic DNA. 
Such changes are useful to facilitate cloning and modify 

3 0 gene expression. 

Various substitutions can be made within the 
coding region that either do not alter the amino acid 
residues encoded or result in conservatively substituted 
amino acid residues. Nucleotide substitutions that do 

35 not alter the amino acid residues encoded are useful for 
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optimizing gene expression in different systems. 
Suitable substitutions are known to those of skill in the 
art and are made, for instance, to reflect preferred 
codon usage in the particular expression systems. 

The invention encompasses functionally 
equivalent variants and derivatives of cdns which may ^ 
enhance, decrease or not significantly affect the 
properties of CDNs. For instance, changes in the DNA 
sequence that do not change the encoded amino acid 
sequence, as well as those that result in conservative 
substitutions of amino acid residues, one or a few amino 
acid deletions or additions, and substitution of amino 
acid residues by amino acid analogs are those which will 
not significantly affect its properties. 
15 Amino acid residues which can be conservatively 

substituted for one another include but are not limited 
to: glycine/alanine; valine/isoleucine/leucine ; 
asparagine/glutamine; aspartic acid/glutamic acid; 
serine /threonine ; lysine/ arginine ; and 
20 phenylalanine/tyrosine. Any conservative amino acid 
substitution which does not significantly affect the 
properties of CDNs is encompassed by the present 
invention. 

Techniques for nucleic acid manipulation useful 
25 for the practice of the present invention are described 

in a variety of references, including but not limited to. 
Molecular Cloning: A Laboratory Manual . 2nd ed. , 
Vol. 1-3, eds. Sambrook et al . Cold Spring Harbor 
Laboratory Press (1989); and Current Protocols in ' 
30 Molecular Biology , eds. Ausubel et al . , Greene Publishing 
and Wiley-Interscience: New York (1987) and periodic 
updates . 

The invention further embodies *a variety of DNA 
vectors having cloned therein the cdn nucleotide 
35 sequences encoding. Suitable vectors include any known 
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in the art including, but not limited to, those for use 
in bacterial, mammalian, yeast and insect expression 
systems. Specific vectors are known in the art and need 
not be described in detail herein. 
5 The vectors may also provide inducible 

promoters for expression of the cdns. Inducible 
promoters are those which do not allow constitutive 
expression of the gene but rather, permit expression only 
under certain circumstances. Such promoters may be 
10 induced by a variety of stimuli including, but not 

limited to, exposure of a cell containing the vector to a 
ligand, metal ion, other chemical or change in 
temperature , 

These promoters may also be cell-specific, that 

15 is, inducible only in a particular cell type and often 

only during a specific period of time. The promoter may 
further be cell cycle specific, that is, induced *or 
incfucible only during a particular stage in the cell 
cycle. The promoter may be both cell type specific and 

20 cell cycle specific. Any inducible promoter known in the 
art is suitable for use in the present invention. 

The invention further includes a variety of 
expression systems transfected with the vectors. 
Suitable expression systems include but are not limited 

25 to bacterial, mammalian, yeast and insect. Specific 

expression systems and the use thereof are known in the 
art and are not described in detail herein. 

The invention encompasses ex vivo transfection 
with cdns, in which cells removed from animals including 

3 0 man are transfected with vectors encoding CDNs and 

reintroduced into animals. Suitable transfected cells 
include individual cells or cells contained within whole 
tissues. In addition, ex vivo transfection can include 
the transfection of cells derived from an animal other 

3 5 than the animal or human subject into which the cells are 
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ultimately introduced. Such grafts include, but are not 
limited to, allografts, xenografts, and fetal tissue 
transplantation , 

Essentially any cell or tissue type can be 
5 treated in this manner. Suitable cells include, but are 
not limited to, cardiomyocytes and lymphocytes. For 
instance, lymphocytes, removed, transfected with the 
recombinant DNA and reintroduced into an HIV-positive 
patient may increase the half-life of the reintroduced T 
10 cells. 

As an example, in treatment of HIV-infected 
patients by the above -described method, the white blood 
cells are removed from the patient and sorted to yield 
the CD4^ cells. The CD4^ cells are then transfected with 
15 a vector encoding CDNs and reintroduced into the patient. 
Alternatively, the unsorted lymphocytes can be 
transfected with a recombinant vector having at least one 
cdn under the control of a cell-specific promoter such 
that only CD4* cells express the cdn genes. In this 

2 0 case, an ideal promoter would be the CD4 promoter; 

however, any suitable CD4* T cell-specific promoter can 
be used. 

Further, the invention encompasses cells 
transfected in vivo by the vectors. Suitable methods of 
25 in vivo transfection are known in the art and include, 
but are not limited to, that described by Zhu et al . 
(1993) Science 261:209-211. In vivo transfection by cdns 
may be particularly useful as a prophylactic treatment 
for patients suffering from atherosclerosis. Elevated 

3 0 modulation of the levels of CDN could serve as a 

prophylaxis for the apoptosis-associated reperfusion 
damage that results from cerebral and myocardial 
infarctions. In these patients with a high risk of 
stroke and heart attack, the apoptosis and reperfusion 

35 
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damage associated with arterial obstruction could be 
prevented or at least mitigated. 

Infarctions are caused by a sudden 
insufficiency of arterial or venous blood "supply due to 
5 emboli, thrombi, or pressure that produces a macroscopic 
area of necrosis; the heart, brain, spleen, kidney, 
intestine, lung and testes are likely to be affected. 
Apoptosis occurs to tissues surrounding the infarct upon 
reperfusion of blood to the area; thus, modulation of CDN 

10 levels, achieved by a biological modifier- induced change 
in endogenous production or by in vivo transf ection, 
could be effective at reducing the severity of damage 
caused by heart attacks and stroke. 

Transgenic animals containing the recombinant 

15 DNA vectors are also encompassed by the invention. 

Methods of making transgenic animals are known in the art 
and need not be described in detail herein. For *a review' 
of 'methods used to make transgenic animals, see, e.g. PCT 
publication no. WO 93/04169. Preferably, such animals 

20 express recombinant cdns under control of a cell -specific 
and, even more preferably, a cell cycle specific 
promoter. 

In another embodiment, diagnostic methods are 
provided to detect the expression of cdns either at the 

25 protein level or the mRNA level. Any antibody that 

specifically recognizes CDNs is suitable for use in CDN 
diagnostics. Abnormal levels of CDNs are likely to be 
found in the tissues of patients with diseases associated 
with inappropriate apoptosis; diagnostic methods are 

30 therefore useful for detecting and monitoring biological 
conditions associated with such apoptosis defects. 
Detection methods are also useful for monitoring the 
success of CDN-related therapies. 

Purification or isolation of CDNs expressed 

3 5 either by the recombinant DNA or from biological sources 
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such as tissues can be accomplished by any method known 
in the art. Protein purification methods are known in 
the art. Generally, substantially purified proteins are 
those which are free of other, contaminating cellular 
5 substances, particularly proteins. Preferably, the 

purified CDNs are more than eighty percent pure and most 
preferably more than ninety-five percent pure. For 
clinical use as described below, the CDNs are preferably 
highly purified, at least about ninety-nine percent pure, 

10 and free of pyrogens and other contaminants. 

Suitable methods of protein purification are 
known in the art and include, but are not limited to, 
affinity chromatography, immunoaf f inity chromatography, 
size exclusion chromatography, HPLC and FPLC. Any 

15 purification scheme that does not result in substantial 
degradation of the protein is suitable for use in the 
present invention. ^ 

^ The invention also includes the substantially 

purified CDNs having the amino acid residue sequences 

20 depicted in Figures 3 and 5, respectively. The invention 
encompasses functionally equivalent variants of CDNs 
which do not significantly affect their properties and 
variants which retain the same overall amino acid 
sequence but which have enhanced or decreased activity, 

25 For instance, conservative substitutions of amino acid 

residues, one or a few amino acid deletions or additions, 
and substitution of amino acid residues by amino acid 
analogs are within the scope of the invention, 

Amino acid residues which can be conservatively 

30 substituted for one another include but are not limited 
to : glycine/alanine ; valine/isoleucine/leucine ; 
asparagine/glutamine; aspartic acid/glutamic acid; 
serine/threonine ; lysine/ arginine ; and 
phenylalanine/tyrosine. Any conservative amino acid 

35 substitution which does not significantly affect the 
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prcperties of CDNs is encompassed by the present 
invention. 

Suitable antibodies are generated by using the 
CDNs as an antigen or, preferably, peptides encompassing 
5 the CDN regions that lack substantial homology to the 
other gene products of the bcl family. Methods of 
detecting proteins using antibodies and of generating 
antibodies using proteins or synthetic peptides are known 
in the art and are not be described in detail herein. 

10 CDN protein expression can also be monitored by 

measuring the level of cdn mPlNA. Any method for 
detecting specific mRNA species is suitable for use in 
this method. This is easily accomplished using the 
polymerase chain reaction (PCR) . Preferably, the primers 

15 chosen for PCR correspond to the regions of the cdn genes 
which lack substantial homology to other members of the 
bcl gene family. Alternatively, Northern blots^ can be 
utilized to detect cdn mRNA by using probes specific to 
cdns. Methods of utilizing PCR and Northern blots are 

20 known in the art and are not described in detail herein. 

Methods of treatment with cdns also include 
modulating cellular expression of cdns by increasing or 
decreasing levels of cdn mRNA or protein. Suitable 
methods of increasing cellular expression of cdn include, 

25 but are not limited to, increasing endogenous expression 
and transfecting the cells with vectors encoding cdns. 
Cellular transfection is discussed above and is known in 
the art. Suitable indications for increasing endogenous 
levels of cdn include, but are not limited to, 

30 malignancies and cardiac-specific over -express ion , 

Cardiac specific over-expression is particularly suitable 
for use in indications including, but not limited to, 
patients susceptible to heart disease and in advance of 
cardiotoxic therapies including, but not limited to, 

35 
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chemotherapies such as adriamycin, so as to offer 
cardioprotection. 

In addition, increasing endogenous expression 
of cdns can be accomplished by exposing the cells to 
5 biological modifiers that directly or indirectly increase 
levels of CDNs either by increasing expression or by 
decreasing degradation of cdn mRNA. Suitable biological 
modifiers include, but are not limited to, molecules and 
other cells. Suitable molecules include, but are not 

10 limited to, drugs, cytokines, small molecules, hormones, 
combinations of interleukins, lectins and other 
stimulating agents e.g. PMA, LPS, bispecific antibodies 
and other agents which modify cellular functions or 
protein expression. Cells are exposed to such biological 

15 modifiers at physiologically effective concentrations, 
and the expression of cdns is measured relative to a 
control not exposed to the biological modif iers^ " Those 
bio^logical modifiers which increase expression of cdns 
relative to the control are selected for further study. 

2 0 The invention further encompasses a method of 

decreasing endogenous levels of cdns. The methods of 
decreasing endogenous levels of cdns include, but are not 
limited to, antisense nucleotide therapy and down- 
regulation of expression by biological modifiers. 
25 Antisense therapy is known in the art and its application 
will be apparent to one of skill in the art. 

Screening for therapeutically effective 
biological modifiers is done by exposing the cells to 
biological modifiers which may directly or indirectly 

3 0 decrease levels of CDNs either by decreasing expression 

or by increasing the half -life of cdn mRNA or CDNs. 
Suitable biological modifiers include, but are not 
limited to, molecules and other cells. Suitable 
molecules include, but are not limited to, drugs, 
3 5 cytokines, small molecules, hormones, combinations of 
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interleukins, lectins and other stimulating agents e.g. 
PMA, LPS, bispecific antibodies and other agents which 
modify cellular functions or protein expression. Cells 
are grown under conditions known to elicit expression of 
5 at least one cdn (preferably cdn-1) , exposed to such 
biological modifiers at physiologically effective 
concentrations, and the expression of cdns is measured 
relative to a control not exposed to biological 
modifiers. Those biological modifiers which decrease the 
10 expression of cdns relative to a control are selected for 
further study. Cell viability is also monitored to 
ensure that decreased cdn expression is not due to cell 
death. 

In determining the ability of biological 
15 modifiers to modulate (increase or decrease) cdn 

expression, the levels of endogenous expression may be 
measured or the levels of recombinant fusion pi^oteins 
under control of cdn-specific promoter sequences may be 
measured. The fusion proteins are encoded by reporter 
20 genes. 

Reporter genes are known in the art and 
include, but are not limited to chloramphenicol acetyl 
transferase (CAT) and ^-galactosidase . Expression of 
cdn-1 and -2 can be monitored as described above either 

25 by protein or mRNA levels. Expression of the reporter 

genes can be monitored by enzymatic assays, or antibody- 
based assays, like ELISAs and RIAs, also known in the 
art. Potential pharmaceutical agents can be any 
therapeutic agent or chemical known to the art, or any 

3 0 uncharacterized compounds derived from natural sources 
such as fungal broths and plant extracts. Preferably, 
suitable pharmaceutical agents are those lacking 
substantial cytotoxicity and carcinogenicity. 

Suitable indications for modulating endogenous 

35 levels of cdns are any in which cdn-mediated apoptosis is 
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involved. These include, but are not limited to, various 
types of malignancies and other disorders resulting in 
uncontrolled cell growth such as eczema, or deficiencies 
in normal programmed cell death such as malignancies, 
5 . including, but not limited to, B cell lymphomas. 

The invention also encompasses therapeutic 
methods and compositions involving treatment of patients 
with biological modifiers to increase or decreast 
expression of cdns. Effective concentrations and dosage 

10 regimens may be empirically derived. Such derivations 
are within the skill of those in the art and depend on, 
for instance, age, weight and gender of the patient and 
severity of the disease. Alternatively, patients may be 
directly treated with either native or recombinant CDNs, 

15 The CDNs should be substantially pure and free of 

pyrogens. It is preferred that the recombinant CDNs be 
produced in a mammalian cell line so as to ensure proper ' 
glycosylation, CDNs may also be produced in an insect 
cell line and will be glycosylated. 

20 For therapeutic compositions, a therapeutically 

effective amount of substantially pure CDN is suspended 
in a physiologically accepted buffer including, but not 
limited to, saline and phosphate buffered saline (PBS) 
and administered to the patient. Preferably 

25 administration is intravenous. Other methods of 
administration include but are not limited to, 
subcutaneous, intraperitoneal, gastrointestinal and 
directly to a specific organ, such as intracardiac, for 
instance, to treat cell death related to myocardial 

30 infarction. 

Suitable buffers and methods of administration 
are known in the art. The effective concentration of a 
CDN will need to be determined empirically and will 
depend on the type and severity of the disease, disease 
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progression and health of the patient- Such 
determinations are within the skill of one in the art. 

Bel -2 is thought to function in an antioxidant 
pathway. Veis et al . (1993) Cell 75 : 229-240 . Therefore, 
5 therapy involving CDNs is suitable for use in conditions 
in which superoxide is involved. Administration of CDNs 
results in an increased extracellular concentration of 
CDNs, which is thought to provide a method of directly 
inhibiting superoxide accumulation that may be produced 

10 by the blebs associated with apoptosis. The therapeutic 
method thus includes, but is not limited to, inhibiting 
superoxide mediated cell injury. 

Suitable indications for therapeutic use of 
CDNs are those involving free radical mediated cell death 

15 and include, but are not limited to, conditions 
previously thought to be treatable by superoxide 
dismutase. Such indications include but are not 'limited ' 
to ^HIV infection, autoimmune diseases, cardiomyopathies, 
neuronal disorders, hepatitis and other liver diseases, 

2 0 ' osteoporosis, and shock syndromes, including, but not 

limited to, septicemia. 

Hybridization of cloned cdn DNA to messenger 
mRNA from various regions of the brain indicated high 
levels of expression of cdn-1 in each of the regions 
25 studied (Figure 8) . Therefore, neurological disorders 
are another area in which therapeutic applications of 
CDNs may be indicated. 

The following examples are provided to 

3 0 illustrate but not limit the present invention. Unless 

otherwise specified, all cloning techniques were 
essentially as described by Sambrook et al. (1989) and 
all reagents were used according to the manufacturer's 
instructions . 
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Example 1 

Identification and Cloning of cdn-1 cDNA 
An amino acid sequence comparison of the six 
known bcl-2 family members (Figure 6) revealed two 
5 regions with considerable sequence identity, namely amino 
acids 144-150 and 191-199. In an attempt ^ to identify new 
bcl-2 family members, degenerate PGR primers based on 
sequences in these regions were designed (Figure 1) and 
PGR was performed using human heart cDNA and human B 

10 lymphoblastoid cell line (WIL-2) cDNA. PGR was performed 
using the Hot Start/Ampliwax technique (Perkin Elmer 
Getus) - The final concentration of the PGR primers and 
the template cDNA were 4 [xM and 0.1-0.2 ng/ml, 
respectively. The conditions for cDNA synthesis were 

15 identical to those for first strand cDNA synthesis of the 
cDNA library as described below. PGR was performed in a 
Perkin Elmer Getus DNA Thermal Cycler according^ to the 
met^hod described by Kiefer et al , (1991} Biochem. 
Bioohvs. Res. Gommun, 176:219-225, except that the 

20 annealing and extension temperatures during the first 10 
cycles were 3 6^G, Following PGR, samples were treated 
with 5 units of DNA polymerase I, Klenow fragment for 3 0 
min at 37°G and then fractionated by electrophoresis on a 
7% polyacrylamide, 1 X TBE (Tris/borate/EDTA) gel. DNA 

25 migrating between 170-210 base pars was excised from the 
gel, passively eluted for 16 hours with gentle shaking in 
10 mM Tris-HGl pH 7.5, 1 mM EDTA (TE) , purified by 
passage over an Elutip-D column (Schleicher and Schuell) , 
ligated to the pGR-Script vector (Stratagene) and ' 

3 0 transformed into Escherichia coli strain XLl-Blue MRF 
(Stratagene) . Plasmid DNA from transf ormants (white 
colonies) containing both the heart and WIL-2 PGR 
products was isolated using the Magic Miniprep DNA 
Purification System (Promega) , and the DNA inserts were 

35 sequenced by the dideoxy chain termination method 
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according to Sanger et al . (1977) Proc. Natl. Acad. Sci, 
USA 74:5463-5467 (USB, Sequenase version 2 . 0 ) . DNA 
sequence analysis of the eleven heart PGR products 
revealed two sequences identical to bcl-x (Boise et al . 
5 (1993) Cell 24:597-608) and ten other sequences unrelated 
to the bcl-2 family. 

DNA sequence analyses of the eleven WIL-2 PGR 
products yielded one bcl-x sequence, five sequences 
identical to another bcl-2 family member, bax (Oldvai et 
10 al. (1993) Cell 74:609-619), four unrelated sequences and 
one novel bcl-2 related sequence, termed cdn-1. The 
unique cdn-1 amino acid sequence encoded by the PGR 
product is shown in Figure 6 from amino acid 151-190 (top 
row) . 

15 To isolate the cdn-1 cDNA, a human heart cDNA 

library (Clontech) and a WIL-2 cDNA library, constructed 
as described by Zapf et al . (1990) J. Biol. GheiB.' 
26^ : 14892-14898 were screened using the cdn-1 PGR DNA 
insert as a probe. The DNA was ^^P-labeled according to 

20 the method described by Feinberg and Vogelstein (1984) 
Anal. Biochem. 137 : 266-267 and used to screen 150,000 
recombinant clones from both libraries according to the 
method described by Kiefer et al . (1991). Eight positive 
clones from the WIL-2 cDNA library and two positive 

25 clones from the heart cDNA library were identified. Four 
clones from the WIL-2 cDNA library and two from the heart 
cDNA library were further purified and plasmid DNA 
containing the cDNA inserts was excised from the XZAPII 
vector (Stratagene) (Figure 2) . The two longest elones, 

30 W7 (2.1 kb) and W5 (2.0 kb) were sequenced and shown to 
contain the cdn-1 probe sequence, thus confirming their 
authenticity. The heart cDNAs also encoded cdn-1. 

The W7 DNA sequence along with the deduced 
amino acid residue sequence is shown in Figure 2. The 

3 5 deduced amino acid sequence of cdn-1 was also aligned for 
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maximum sequence identity with the other bcl-2 family 
members and is shown in Figure 6. As can be seen, there 
is considerable sequence identity between cdn-1 and other 
family members between amino acids 100 and 200. Beyond 
5 this central region, sequence conservation falls off 
sharply. Like bcl-2, cdn-1 appears to be an ' 
intracellular protein in that it does not contain a 
either a hydrophobic signal peptide or N-linked 
glycosylation sites, Cdn-1 does contain a hydrophobic C- 

10 terminus that is also observed with all bcl-2 family 
members except LMW5-HL, suggesting its site of anti- 
apoptotic activity, like that of bcl-2, is localized to a 
membrane bound organelle such as the mitochondrial 
membrane, the endoplasmic reticulum or the nuclear 

15 membrane. Hockenbery et al . (1990); Chen-Levy et al . 

(1989) Mol. Cell. Biol. 9:701-710; Jacobsen et al . (1993) 
Nature 361:365-369; and Monighan et al . (1992) ^L.' 
Histochem. Cvtochem. 40 : 1819-1825 . 

2 0 Example 2 

Northern Blot Analysis of cDN A Clones 
Northern blot analysis was performed according 
to the method described by Lehrach et al . (1977) Biochem. 
16:4743-4651 and Thomas (1980) Proc . Nat l. Acad. Sci. USA 
25 77:5201-5205. In addition, a human multiple tissue 

Northern blot was purchased from Clontech. The coding 
regions of bcl-2 and cdn-1 cDNAs were labeled by the 
random priming method described by Feinberg and 
Vogelstein (1984) Anal. Biochem. 137 : 266-267 . 

3 0 Hybridization and washing conditions were performed 

according to the methods described by Kiefer et al . 
(1991) . 

The results, presented in Figure 4 indicate 
that cdn-1 is expressed in all organs tested (heart, 
35 brain, placenta, lung, liver, skeletal muscle, kidney and 
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pancreas) whereas bcl-2 is not expressed or expressed at 
only low levels in heart, brain, lung, and liver. Thus, 
cdn-1 appears to be more widely expressed throughout 
human organs than bcl-2 and may be more important in 
5 regulating apoptosis in these tissues. 

Example 3 
Expression of Recombinant cdn-1 
In order to express recombinant cdn-1 in the 

10 baculovirus system, the cdn-1 cDNA generated in Example 1 
was used to generate a novel cdn-1 vector, by a PGR 
methodology as described in Example 1, using primers from 
the 3' and 5' flanking regions of the gene which contain 
restriction sites to facilitate cloning. The plasmids 

15 were sequenced by the dideoxy terminator method (Sanger 
et al , , 1977) using sequencing kits (USB, Sequenase 
version 2.0) and internal primers. This was td' confirm ' 
tha't no mutations resulted from PGR. 

A clone was used to generate recombinant 

20 viruses by in vivo homologous recombination between the 
overlapping sequences of the plasmid and AcNPV wild type 
baculovirus. After 48 hours post-transf ection in insect 
Spodoptera frugiperda clone 9 (SF9) cells, the 
recombinant viruses were collected, identified by PGR and 

25 further purified. Standard procedures for selection, 

screening and propagation of recombinant baculovirus were 
performed (Invitrogen) . The molecular mass, on sodium 
dodecyl sulf ate-polyacrylamide gel electrophoresis (SDS- 
PAGE) , of the protein produced in the baculovirus -system 

3 0 was compared with the predicted molecular mass of cdn-1 
according to the amino-acid sequence. 

In addition, similar clones can be expressed 
preferably in a yeast intracellular expression system by 
any method known in the art, including the method 
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described by Barr et al . (1992) Transaenesis ed. JAH 
Murray, (Wiley and Sons) pp. 55-79, 

Example 4 

5 Expression of cdn-1 in Mammali an Systems 

The cdn-1 coding sequence was excised from a 
plasmid generated in Example 1, and introduced into 
plasmids pCEP7, pREP7 and pcDNA3 (Invitrogen) at 
compatible restriction enzyme sites. pCEP7 was generated 

10 by removing the RSV 3'-LTR of pREP7 with 2^I/Ase718, and 
substituting the CMV promoter from pCEP4 (Invitrogen) . 
25 fig of each cdn-l-containing plasmid was electroporated 
into the B lymphoblastoid cell line WIL-2, and stable 
hygromycin resistant transf ormants or G418 resistant 

15 transf ormants* (pcDNA3 constructs, Fig. 8) expressing cdn- 
1 were selected. 

The coding region of cdns can also ligated into" 
expl-ession vectors capable of stably integrating into 
other cell types including but not limited to 

20 cardiomyocytes, neural cell lines such as GTI-7 and TNF 
sensitive cells such as the human colon adenocarcinoma 
cell line HT29 so as to provide a variety of assay 
systems to monitor the regulation of apoptosis by cdn-1. 

25 Example 5 

Effect of the Anti-ApoDtotic Activity of 
cdn-1 and its Derivatives in the Wild Type B 
Lymphoblastoid Cell Line WIL2-729 HF2 
and the Transformed Cell Expressing Excess cdn-1 
30 2x10^ WIL-2, and WIL-2 cells transformed with a 

vector encoding cdn-1 as described in Example 4 are grown 
in RPMI supplemented with 10% fetal bovine serum (FBS) 
for the anti-fas experiment or 0.1% FBS for serum 
deprivation experiments. In the case of the anti-fas 
35 experiment, after washing with fresh medium, the cells 
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were suspended in RPMI supplemented with 10% FBS, exposed 
to anti-fas antibodies and the kinetics of cell death in 
response to an apoptosis inducing agent were analyzed by 
flow cytometry with FACScan. In the case "of the serum 
5 deprivation experiment , the WIL-2 cells were resuspended 
in RPMI supplemented with 0.1% FBS and apoptosis was 
monitored according to the method described by Henderson 
et al. (1993) Proc, Natl. Acad. Sci. USA 90:8479-8483, 
Other methods of inducing apoptosis include, but are not 

10 limited to, oxygen deprivation in primary cardiac 

myocytes, NGF withdrawal, glutathione depletion in the 
neural cell line GTI-7 or TNF addition to the HT29 cell 
line, Apoptosis was assessed by measuring cell shrinkage 
and permeability to propidium iodide (PI) during their 
• 15 death. In addition, any other method of assessing 
apoptotic cell death may be used. 

Figure 8 shows the anti-apoptotic response of 
various WIL-2 transf ormants to anti-Fas treatment. 
Figure 9 shows the anti-apoptotic response of various 

20 WIL-2 transf ormants to serum deprivation. In Figure 8, 
duplicate wells containing 3x10^ cells were incubated 
with 50 ng/ml of the cytocidal anti-Fas antibody for 24 
hours. Cell death was then analyzed by flow cytometry 
with FACScan. The proteins expressed from each construct 

25 are shown beneath the columns. Since many of the 

constructs are truncation or deletion variants, the exact 
amino acids expressed are also indicated. As can be 
seen, all of the transf ormants had some protective effect 
when compared to the control transformant containing the 

30 pREP7 vector alone. The most apoptosis-resistant 

transformant was the cdn-lA2 expressing cell line, in 
which over 90% of the cells survived anti-fas treatment. 
Significant protection was also observed in transf ormants 
expressing full length cdn-1 (1-211) and cdn-lAl, 

35 followed by bcl-2A and bcl-2 expressing cell lines. 
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Cdn-lAl and cdn-lA2 are lacking the N- terminal 
5 9 and 70 amino acids of the full length cdn-1 molecule, 
respectively. The observation that cdn-lA2 is more 
effective at blocking apoptosis than full 'length cdn-1 
5 suggests that smaller, truncated cdn-1 molecules may be 
potent therapeutics , 

Example 6 

Determination of other cdn genes and 

10 Cloning of the cdn-2 Gene 

Southern blot analyses of human genome DNA and 
a panel of human/rodent somatic cell DNAs indicated that 
there were at least 3 cdn related genes and that they 
resided in chromosomes 6, 11 and 20. PCR/sequence 

15 analysis of the three hybrid DNAs showed that cdn-1 was 
on chromosome 6 and that two closely related sequences 
were on chromosome 2 0 (designated cdn- 2) and chromosome 
11 ^(designated cdn-3). We have cloned the cdn-2 and 
cdn-3 genes and sequenced them. Interestingly, both 

2 0 cdn-2 and cdn-3 do not contain introns and have all of 

the features of processed genes that have returned to the 
genome. cdn-3 has a nucleotide deletion, causing a frame 
shift and early termination and thus is probably a 
pseudogene. Both, however, have promoter elements 

25 upstream of the repeats CCAAT, TATAAA boxes but are 

probably not transcribed. (Northern blot analysis with 
cdn-2 and cdn-3 specified probes.) 

900,000 clones from a human placenta genomic 
library in the cosmid vector pWElS (Stratagene, La^ Jolla, 

30 CA) were screened with a 950 bp Bglll- Hindlll cDNA probe 
containing the entire coding region of Cdn-1. The probe 
was ^^P- labeled according to the method of Feinberg and 
Vogelstein (1984) Anal. Biochem. 137 :266-267. The 
library was processed and screened under high stringency 

35 hybridization and washing conditions as described by 
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Sambrook et al . (1989) Molecular Cloning, 2nd edition, 
Cold Spring Harbor Laboratory Press. Ten double positive 
clones were further purified by replating and screening 
as above. Plasmid DNA was purified using the Wizard 
5 Maxiprep DNA Purification System as described by the 
supplier (Promega Corp., Madison, WI) and analyzed by 
EcoRI restriction enzyme mapping and Southern blotting. 
The probe used for Southern blotting and hybridization 
conditions was the same as above. 

10 The cosmid clones fell into two groups as 

judged by EcoRI restriction analysis and Southern 
blotting. Cosmid clones (cos) 1-4 and 7 displayed one 
distinct pattern of EcoRI generated DNA fragments and 
contained a single 6 . 5 kb hybridizing EcoRI DNA fragment. 

15 Cos2 and Cos9 fell into the second group that was 

characterized by a 5 . 5 kb hybridizing EcoRI DNA fragment. 
The 6.5 kb DNA fragment from cos2 and the 5 . 5 klo DNA 
fragment from cos9 were subcloned into pBluescript SK" 
(Stratagene, La Jolla, CA) using standard molecular 

20 biological techniques (Sambrook et al . as above). 

Plasmid DNA was isolated and the DNA inserts from two 
subclones, A4 (from cos2) and C5 (from cos 9) were mapped 
with BamHI, Hindlll and EcoRI and analyzed by Southern 
blotting as described above. Smaller restriction 

25 fragments from both clones were subcloned into M13 

sequencing vectors and the DNA sequence was determined. 

The sequence of A4 contains an open reading 
frame that displays 97% amino acid sequence identity with 
cdn-1. (Figure 5) The high degree of sequence identity 

30 of this gene with cdn-1 indicates that it is a new cdn-1 
related gene and therefore will be called cdn-2 . A 
sequence comparison of the encoded cdn-2 protein and the 
other members of the bcl-2 family is shown in Figure 5. 
Cdn-2 contains the conserved regions, BHl and BH2, that 

35 are hallmarks of the bcl-2 family, and displays a lower 
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overall sequence identity (--20-30%) to other members, 
which is also characteristic of the bcl-2 family- cdn-3 
has a frame shift and therefore does not contain the 
structural features of cdn-1, cdn-2 or other bcl-2 family 
5 members . 

Example 7 

Chromosomal Localization of the cdn-1 and cdn-2 Genes 
Southern blot analysis of a panel of 

10 human/rodent somatic cell hybrid DNAs (Panel #2 DNA from 
the NIGMS, Camden, NJ) and fluorescent in situ 
hybridization (FISH) of metaphase chromosomes were used 
to map the cdn genes to human chromosomes. For Southern 
blotting, 5/xg of hybrid panel DNA was digested with EcoRI 

15 or BamHI/Hindlll, fractionated on 0.8% or 1% agarose 

gels, transferred to nitrocellulose and hybridized with 
the cdn-1 probe. Hybridization and washing corfdit.ions 
we2?e as described above. For FISH, the cdn-2 subclone, 
A4, was biotinylated using the Bionick Labeling System 

20 (Gibco BRL, Gaithersburg, MD) and hybridized to metaphase 
chromosomes from normal human fibroblasts according to 
the method described by Viegas-Pequignot in In Situ 
Hybridization, A Practical Approach, 1992, ed. D.G. 
Wilkinson, pp. 137-158, IRL Press, Oxford. Probe 

25 detection using FITC-conjugated avidin and biotinylated 

goat anti-avidin was according to the method described by 
Pinkel et al . (1988) Proc. Natl. Acad. Sci. USA 85:9138- 
9142. 

Southern blot analysis showed three hybridizing 
3 0 EcoRI bands in the human DNA control that were 

approximately 12 kb, 11 kb and 5.5 kb in length. 
Analysis of the somatic cell hybrid DNA indicated that 
the 12 kb band was in two different samples, NA10629, 
which contained only human chromosome 6, and NA07299, 
3 5 which contained both human chromosomes 1 and X and, 
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importantly, a portion of chromosome 6 telomeric to p21. 
The 11 kb band was in NA1314 0, which contains human 
chromosome 20, The 5 . 5 kb hybridizing band was found 
only in sample NA10927A, which contained human chromosome 
5 11, PCR/DNA sequencing analysis of these hybrid DNA 
samples using primers for cdn-l or cdn-2, showed cdn-1 
sequences in NA10629 (the chromosome 6 -containing hybrid 
DNA) and NA0729 9 (the chromosome 1, X and 6pter 
>p21-containing hybrid DNA) , indicating that the cdn-1 
10 gene resides on chromosome 6, telomeric to p21. cdn-2 
sequences were found in NA1314 0, indicating the cdn-2 
gene resides on chromosome 20, and cdn-3 sequences were 
found in NA10927A, indicating the cdn-3 gene resides on 
chromosome 1 1 . 

15 

Example 8 

Modulation of apoptosis by cdn-1 and cdi^-2 
' ^ in FL5,12 cells 

FL5.12 is an XL- 3 -dependent lymphoid progenitor 
20 cell line (McKearn et al . (1985) Proc > Natl. Acad. Sci 
USA 82.: 7414-7418) that has been shown to undergo 
apoptosis following withdrawal of IL-3 but is protected 
from cell death by overexpression of bcl-2, Nunez et al , 
(1990) J. Immunol. 144:3602-3610; and Hockenbery et al . 
25 (1990) Nature 348 : 334-336 . To assess the ability of 
cdn-1 and cdn-2 to modulate apoptosis, cDNAs encoding 
cdn-1, cdn-2, two truncated forms of cdn-1 (described 
below) and bcl-2 were ligated into the mammalian 
expression vector, pcDNA3 (Invitrogen, San Diego, -CA) and 
3 0 stably introduced into the mouse progenitor B lymphocyte 
cell line FL5.12 by electroporation and selection in 
media containing the antibiotic G418. Assays were then 
performed on bulk transf ormants as described below. 

The effects of the overexpressed genes on 
35 FL5.12 cell viability were examined at various times 
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following withdrawal of IL-3 and are shown in Figure 10. 
Cell viability was assessed by propidium iodide (PI) 
exclusion on a flow cytometer (Beaton Dickinson FACScan) . 
Bcl-2 expression protected the cells significantly from 
5 cell death while cdn-1 appeared to enhance cell death 
when compared to the vector control. Cdn-2 expression 
conferred a low level of protection from cell death at 
earlier times but was insignificant at later time points. 
Interestingly, cdn-lA2 gave a moderate level of 

10 protection against cell death, Cdn-1-I12, a molecule 
that contains the N-terminal 112 amino acids of cdn-1, 
also appeared to partially protect the FL5.12 cells 
although at lower levels than Bcl-2. 

As shown in Example 7, expression of cdn-1 and 

15 cdn-lA2 in WIL2 cells resulted in increased cell survival 
in response to anti-Fas-mediated apoptosis and serum 
withdrawal. Taken together, these data suggestf that the - 
various cdn molecules are capable of modulating apoptosis 
in a positive or negative manner, depending on the cell 

20 type and apoptotic stimuli. Thus, they are effective in 
preventing cell death such as in the post-ischemic 
reperfusion tissue damage in the heart or in inducing 
cell death in cells that have escaped apoptotic control, 
as is the case in various cancers. 

25 

Although the foregoing invention has been 
described in some detail by way of illustration and 
example for purposes of clarity of understanding, it will 
be apparent to those skilled in the art that certain 
30 changes and modifications may be practiced. Therefore, 
the description and examples should not be construed as 
limiting the scope of the invention, which is delineated 
by the appended claims . 
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We claim: 

!• A composition comprising a substantially 
purified nucleotide sequence encoding a cdn. 

2. The composition according to claim 1 
wherein the nucleotide sequence is derived from genomic 
DNA. 



10 3 . The composition according to claim 1 

wherein the cdn is cdn-1- 

4. The composition accoding to claim 3 having 
the nucleotide sequence depicted in Figure 3* 

15 

5* The composition according to claim 1 
wherein the cdn is cdn-2 • * - - 

€• The composition according to claim 5 
20 having the nucleotide sequence depicted in Figure 5. 

I. A composition comprising a recombinant DNA 
vector encoding a cdn. 

25 8. The composition according to claim 7 

wherein the CDN is CDN-1. 

9. The composition according to claim 8 
wherein the nucleotide sequence is depicted in Figure 3 . 

30 

10* The composition according to claim 7 
wherein the CDN is CDN-2 . 

II. The composition according to claim 10 

35 wherein the nucleotide sequence is depicted in Figure 5. 
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12 . The recombinant DNA vector according to 
claim 7 wherein expression of the sequence encoding the 
cdn under control of an inducible promoter. 

5 13 . A composition comprising a cell 

transf acted with a recombinant DNA vector encoding a cdn. 

14, The composition according to claim 13 
wherein the CDN-1. 

10 

15, The composition according to claim 14 
wherein the nucleotide sequence is depicted in Figure 3 . 

16. The composition according to claim 13 
15 wherein the CDN is CDN-2. 

17. The composition according to cla^im' 16 
wheVein the nucleotide sequence is depicted in Figure 5. 

20 18 . A transgenic animal comprising a 

recombinant DNA vector encoding a CDN. 

19. The transgenic animal according to claim 

18 wherein the CDN is CDN-1. 

25 

20. The transgenic animal according to claim 

19 wherein the cdn nucleotide sequence is depicted in 
Figure 3 . 

3 0 21. The transgenic animl according to claim 18 

wherein the CDN is CDN-2. 

22, The transgenic animal according to claim 
21 wherein the cdn nucleotide sequence is depicted in 
3 5 Figure 5. 
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23. A composition comprising a substantially 
purified CDN protein. 

5 24. The composition according to claim 23 

wherein the CDN is CDN-1. 

25. The composition according to claim 24 
wherein the nucleotide sequence is depicted in Figure 3 

10 

26. The composition according to claim 23 
wherein the CDN is CDN-2. 

27. The composition according to claim 26 

15 wherein the nucleotide sequence is depicted in Figure 5 

28. The composition according to clefim 23 
wTi^ein the proteins are expressed by recombinant DNA. 

20 29. The composition according to claim 23 

wherein the proteins are native proteins. 



30, A composition comprising the proteins 
according to claim 23 and a pharmaceutically acceptable 

25 buffer, 

31. The composition according to claim 30 
wherein the proteins are present in therapeutically 
effective amounts . 

30 - 32. A composition comprising a monoclonal or 

polyclonal antibody which recognizes a CDN but is 
substantially unreactive with other members of the bcl 
family. 
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33. A method of detecting the presence of a 

CDN protein in a biological sample comprising the steps 
of: 

a) obtaining a cell sample; 

5 b) lysing or permeabilizing the cells to 

antibodies ; 

c) adding anti-cdns-specif ic antibodies to 

the cell sample; 

d) maintaining the cell sample under 

10 conditions that allow the antibodies to complex with the 
cdn; and 

e) detecting the antibody- cdn complexes 

formed. 

15 34. The method according to claim 33 wherein 

the CDN is CDN-1. 

~ y 35. The method according to claim 34 wherein 

the nucleotide sequence is depicted in Figure 3. 

20 

36. The method according to claim 33 wherein 
the CDN is CDN- 2. 

37. The method according to claim 36 wherein 
2 5 the nucleotide sequence is depicted in Figure 5. 

38. The method according to claim 3 2 wherein 
the cell sample comprises T cells. 

30 39. A method for detecting the expression of 

cdn gene in a biological sample comprising the steps of 
identifying the presence of RNA encoding the cdn. 
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40. The method according to claim 3 9 wherein 
the method for identifying the cdn-1 or cdn-2 mRNA is 
Northern blotting. 

5 41. A method identifying cdn mRNA comprising 

-the steps of: 

a) obtaining a cell sample; 

b) obtaining RNA from the cell sample; 

c) performing a polymerase chain reaction on 
10 the RNA using primers corresponding to unique regions of 

the cdn; and 

d) detecting the presence of products of the 
polymerase chain reaction. 

15 42. A method of modulating apoptosis-induced 

cell death comprising modulating the endogenous levels of 
a CDN. ^ - 

43. The method according to claim 40 wherein 
2 0 the CDN is CDN-1, 

44. The method according to claim 43 wherein 
the nucleotide sequence is depicted in Figure 3. 

25 45, The method according to claim 42 wherein 

the CDN is CDN- 2. 

46 . The method according to claim 45 wherein 
the nucleotide sequence is depicted in Figure 5. 



47. The method according to claim 41 wherein 
the CDN is increased by modulating expression of an 
endogenous cdn gene. 
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48. The method according to claim 4 6 wherein 
the cdn gene expressed is encoded by a recombinant gene. 

49. The method according to claim 48 wherein 
5 expression of the gene is under the control of an 

'inducible promoter. 

50. The method according to claim 49 wherein 
the cells and transfected ex vivo and further comprising 

10 the steps of reintroducing the transfected cells into the 
animal . 

51. The method according to claim 50 wherein 
the cells are T lymphocytes, 

15 

52. The method according to claim 4 9 wherein 
the recombinant gene is transfected into cells ^in vivo, 

53. A method of treating apoptosis in a 
20 patient in need thereof comprising administering a 

therapeutically effective amount of CDN. 

54. The method according to claim 53 wherein 
the CDN is CDN-1. 

25 

55. The method according to claim 54 wherein 
the nucleotide sequence is depicted in Figure 3 . 

56. The method according to claim 53 wherein 
30 * the CDN is CDN-2. 

57. The method according to claim 56 wherein 
the nucleotide sequence is depicted in Figure 5. 
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58. The method according to claim 53 wherein 
the CDN is administered for any indication for which 
superoxide dismutase has been indicated. 

5 



10 



15 



20 



25 



30 



35 



23647\2000720\153 995.2 



' S472000720 
PATENT 



-35- 

Abstract 

The present invention provides a novel family 
of apoptosis -modulating proteins. Nucleotide and amino 
acid residue sequences and methods of use 'thereof are 
5 also provided. 
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bcl Consensus PGR Primers 
He 

EcoRI AspTrpGlyArgValValAla 

5- AGATCTGAATTCAACTTGGGGGIC(A)GIA(G)TXGTXGC -3' bclx 1-32 



AspTrpGlyGlyGlnGluAsnAspGlnlleTrp 

AGGGTIGGIGGXACXAGA (G) ACA (T) (C) TAGGT 
5'- AGATCT'AAGCTTGTCCCAICCICCXTGXTCC(T)TGA(G) ATCCA -3' bclX 2-39 
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CdM cDNA clones 
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CTC eCA GAT GTC CCC OJST TCA TTT CCX3 ATG "EAG GTC TAG GGC OCT TAG 



50 



60 



70 
* 



80 



90 
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* 
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CGT CGG GAC TTG 
A A L N 



750 

TTG GGC AAT GST 
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AGA TTC TTC AAA TCA TGA C TCC CAA GGG TGC CCT TTG GGT CCC GGT TCA 
Ten AAG AAG TTT AGT ACT G AGG GTT CCC ACG GGA AAC CCA GGG CCA AGT 
R F F K S *> 
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1 

^•70 890 ! 850 900 910 

* * I * * 

CtfiiO *rCC TGC CTG GAC TTA ACC QKK GTC TTT C-CC TTC TCT GTT CCC TTG 

CTS GGG ACG GAC CTG AAT T03 CTT CAG AAA CGG /*AC AGA CAA GGG AAC 
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520 930 S40 950 960 

* * * . * * 

Cag ggt ccc !rcA iV3A gta CAfl aag err tag caa gtg tgc act cca 

^TCCCAGGGG<MA(3TTCrCATGlv;TOCGAAATC<OTCACAC^ 

>PstL 
I 

370 980 990 1000 1010 

* * * » * 

Cpr TCGGAGGCCCTGasTOGaQGCCAGTO^OGCTGCAGAGQ^ 
CGA AGO CTC CGG GAC GCA CCC CCG GTC ACT CCG ACQ TCT CCG -IGG ACT 

>Apal 

1020 1030 1040 1 1050 

« « "I * 

ACA TTOCRT<X?rGCTAGTGCCCI<:TCTCTGGGCCCAG«;CT3'lGG0CG 
TX^ AAC OTA CCA CGA TCA CC<3 GAG AGA GAC CX33 GCT CCC GAC JVX GGC 

1060 1070 lOeO 1090 1100 

* * * * 

t<T CCT CrC TCA <5CT CTC TGG GAC CTC CTT AX COT GTC TGC TAS GCG 
AGA GGA GGG AGT CGA GAG ACC CTG GAG a^A ICG GGA CAG ACG AIC CGC 

1-10 1120 U30 1140 1150 

■ * * * * * 

CTG GGG «3R CTG AIA ACTT0GGGAGGCAAGAI3ACTGGGAGCC ACT^TCT 
CCC ICT GAC TAT TGA AOC CCT COS TTC TCT GP^ CCr CGG TC» AG^ 

" 1160 1170 ■ 1180 1190 1200 
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CCC CAG AAA GTG TTT AAC GGT TTT AGC TTT TTA TAA TAC CCT TGT GAG 
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>Aha2 
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AQC CCA TT^D CCA CCA TTC TAC CTG AGG CCA GGA CGT CTG GGG TGT GGG 
TC<9 GGT AAG GGT GGT AAG Ara GAG TCC GGT CCT GCA GAC CCC ACA OZC 

1260 1270 1280 1290 

* * « * 

GAT TGG TOG GTC TAT OTT CCC CAG GAT TCA GCT ATT CTG GAA GM? CaG 
C7A ACC ACC CAG ATA CAA GGG GTC CTA AGT CGA TAA GAC CTT CTA GTC 

130C 1310 1320 1330 1340 

t. * * * *- , 

C^C CCT AAG AGA "SGG aAC TAG GAC CTG AGC CTG GTC CTG GCC GTC CCT 
QTG S3A TTC TCT ACC CTG ATC CTG GAC TCG GAC CAG GAC COG CAG GGA 

1250 1360 13 70 ■ 1380 ' 1390 

* *■ * « * 

AftG CAT GTG TCC CAG GAG CAG GAC CTA CTA GGA GAG GGG GGC CAA GGT 
TTC CTA CAC AGG GTC CTC GTC Ct3 GAT GAT CCT CTC CCC CCG GTT CCA 

f 

1400 1410 1420 1430 1440 

* * * * * 

OC^ GCT CAA CTC TAG CCC TCC TCC CAT TCC TCC CTC CGG CCA TAC TGC 
C3A GTT GAG ATC QQO ACG AjSG Gt;'A A^^G AGG GAG GCC GGT ATG ACQ 
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* * * .. 
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COT CTT CAA GAA CTA AGT CGG TTT ACG TCC CTC CCC TCC GTC TAC CTC 
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Multiple Tissue Northern 

bcl-2 and cdn-1 hybridization 




bcl-2 



cdn-1 



Random primed. Klenow-labeled fragments of 
bcl-2 and^ cdn-1 clones were hybridized to a multiple 
human tissue Northern blot iClontech 7760-1). at a 
final concentration of 1x10^ cpm/ml for each probe. 
Blot was washed at high stringency. 
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730 740 
* * 

ATG GTC ACC TTA CCT CTG CAA 
TAC CAG TGG AAT GGA GAC GTT 
M V T L P L Q 



>Ncol 
750 I 760 

* I 

CCT AGC AGC ACC ATG GGG CAG 
GGA TCG TCG TGG TAC CCC GTC 
P S S T M G Q 



770 780 

* * 

GTG GGA CGG CAG CTC GCC 

CAC CCT GCC GTC GAG CGG 

V . G R Q L A> 



790 800 810 

* * * 

ATC ATT GGG GAC GAC ATC AAC CGA CGC TAT 
TAG T7^ CCC CTG CTG TAG TTG GCT GCG ATA 
IIGDDINRR Y 

>Pstl 

I 850 860 870 

j * * * 

CTG CAG CCC ACG GCA GAG AAT GCC TAT GAG 
GAC GTC GGG TGC CGT CTC TTA CGG ATA CTC 
LQPTAENAYE 

910 920 930 

* * ★ 

GAG AGT GGC ATC AAT TGG GGC CGT GTG GTG 
CTC TCA CCG TAG TTA ACC CCG GCA CAC CAC 
ESGINWGRVV 



820 830 840 

* * * 

GAC TCA GAG TTC CAG ACC ATG TTG CAG CAC 
CTG AGT CTC AAG GTC TGG TAC AAC GTC GTG 
DSEFQTMLQ 'H> 



880 890 900 

* * * 

TAC TTC ACC AAG ATT GCC TCC AGC CTG TTT 
ATG AAG TGG TTC TAA CGG AGG TCG GAC AAA 
YFTKIASSLF> 

940 950 960 

* * * 

GCT CTT CTG GGC TTC AGC TAC CGT CTG GCC 
CGA GAA GAC CCG AAG TCG ATG GCA GAC CGG 
ALLGFSYRLA> 



970 980 990 

* * * 

CTA CAC ATC TAC CAG CGT GGC CTG ACT GGC 
GAT GTG TAG ATG GTC GCA CCG GAC TGA CCG 
L H Q ^ G ^ ^ ^ 

1030 1040 1050 

* * * 

GAC TTC ATG CTG CAT CAC TGC ATT GCC CGG 
CTG AAG TAC GAC GTA GTG ACG TAA CGG GCC 
DFMLHHCIAR 



1000 1010 1020 

★ * * 

TTC CTG GGC CAG GTG ACC CGC TTT GTG GTG 
AAG GAC CCG GTC CAC TGG GCB AAA CAC CAC:_ 
FLGQVTRFVV> 

1060 1070 1080 

■* * * 

TGG ATT GCA CAG AGG GGT GGC TGG GTG GCA 
ACC TAA CGT GTC TCC CCA CCG ACC CAC CGT 
WIAQRGGWVA> 



1090 1100 1110 

* * * 

GCC CTG AAC TTG GGC AAT GGT CCC ATC CTG 
CGG GAC TTG AAC CCG TTA CCA GGG TAG GAC 
ALNLGNGPI L 



1120 1130 1140 

★ * ★ 

AAC GTG CTG GTG GTT CTG GGT GTG GTT CTG 
TTG CAC GAC CAC CAA GAC CCA CAC CAA GAC 
NVLVVLGVVL> 



1150 • 1160 1170 

* * * 

TTG GGC CAG TTT GTG GTA CGA AGA TTC TTC 
AAC CCG GTC AAA CAC CAT GCT TCT AAG AAG 
LGQFVVRRFF 

1210 1220 1230 

TCC CAG TTC AGA CCC CTG CCT GGA CTT AAG 
AGG GTC AAG TCT GGG GAC GGA CCT GAA TTC 



1180 1190 1200 

* ★ * 

AAA TCA TGA CTC CCA AGG GTG CCT TTG GGG 
TTT AGT ACT GAG GGT TCC CAC GGA AAC CCC 
K S *> 

1240 1250 1260 

CGA AGT CTT TGC CTT CTC TGC TCC TTG CAG 
GCT TCA GAA ACG GAA GAG ACG AGG AAC GTC 



>Hind3 

1270 1280 

GGT CCC CCC TCA AGA GTA CAG AAG CTT 
CCA GGG GGG AGT TCT CAT GTC TTC GAA 
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^^ca K-r^e- X to 540. FigUFC 7 ^dii-S enzymc . .lotated sequence 

a^A97CTOG7 MrTAGTTW^ KCWXSVQh ACWWriOTD TCiiCmriCT CftJCrTCTCAOr TICTCACTO^ MAATOOHU 

160 

AtAATTrcVA JWW:?nCCC7 AAIAATCTAX: GAC7C7ACU GA(»CAA7>C //lACtitGAQCA QOCITOHIAA 

AjCAlCXGJUICA CTGCGTITACS ATTCCrCCAG TCG*O0CA&r CTTCICACnO Da;>JJ>CnC TIOWTTICTC TAWwOOCCCA 

52C 

, * ♦ * * • 

TCTOTOT^tC: IGWwCJWGWk 'TOfAlC-AAW OCXZAMCTAT DCMfiCTOC\ 0QW^IJJa9. TTGOCTXTOOC 

QOC 

TmV7ADrA AAlTCnCAJk QCCCTiTCACA lTC7i:X;::ASX UUUICCCTM; rcTOICmC TTAArxnOAr TCICTOGSlTO 

«60 

♦ t * * ♦ • 

TcrmccAc OAACTdATC OGmrram. crouutncA ixctccoctt CAxxiAAXTaa dCftocKxrr TCJiCoa-vrcc 

560 

k i #^ * » * * * 

7C:crr«QATO */lACAOCCTC Ci,DItAr>CA7 CnaOOOCTGC XOCTACAJklG CAVnCTCI^i T03CC^Tr>t> CTOCOCWMNk 

I « r ♦ » * * * 

OCAC^TOOCC ^OCSSATCIC^ OkCATCTICT OrCACAOTCtr AOXCC^AOC AtTOCTICIC ^TCA7>J.r CCCTTXOCW; 

720 

GACAGC7ACC AJ<aAIACWLA CACO-GOOCT rCOmC^l CllV^3CC?lCT XTCXTCACae ?a«rOc<wn5^ 

6D0 

* t . » * 

CTCt>OTaaC AO3C0OOCCC TJQOTTPCA AGJU^XO^VCT MOTCAC?.7 CCTTTChCAA ?X::;^\ro3*rr 

ccTCTwrcc AocncTOZAC xcToJLKXA&r jj,iAcAccxT it«rrxA&oc A7>^mcAi*A ^Acmrcerr a^acctocat 

• « * * • 

CTCACCACAA CAJ/SrcCCTlC COTWr^yWCC TJIflCTtWZ OWlCICCTA TrmTTIVC CaXTGWXm- CCAAOCOCTA 

cTciAcrac TOocrccciA cctcWtCAAa aoigwucto; AAAruwrrc a^ctax^cc? m«:n:ccc akjocattk 

mo 

Armmjcr iwx^csyj^c c77A>OTwr oaicrcxoc ^iTOocwrftc ctivo/?CiVC ct&>^-aca avacaitctt 

WJ^CA&TGA tACTOTOXCC CATTOOaiA )U:iW,CCACaC OrncOCICT COTICrCCA OACTGACOOX 

r ♦ • ♦ • ^ • • 

TO27ACAAAA mOCJUS^CX TCC77A0CIC r?CATCACrr aAWiA^.TCXA TTTArTCAlT lATOZJiTITA iOTVICXiCTA 

ICTAASCCAG CtA7A0ICAA WTATTTTCIQ rAJAOOCCCA /^lACCATCA TAKArATOTT A-SCCTCICCA GWCCAGTTAC 

1440 

. ******* 

AGTJTTCtCA TG?ATIC7TT rtTO?G7CX5C rCTTIOTAn' ATi'lVlifriA CAATCCm^ M,hK?01hhk AAfAOOftTO 

1S20 

AOJtCKGiAO TCTCAOCCXIT CCCTCOCOOC ACACI*<^30An AAOCA^AOGC ^ACA^OCAC^ 7ACX"\0AWir tXJX^XC 

1600 

CCSGTrcCTGG AA(3OTaCacr CCC^jyrCJOC COCTWOAJCC AJOCAGOCTCC >i>CC0CV7C& OACmrCAAC TCjCA0C5CTCC 
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VCAOCOtOGC OOCTTCyWCC AC^TATOCCTO CTOTCCTCXTK CTOAJJXOCTC AAAA ATtJ CXXR TOO GOO 

« A S G» 

• ff % i * k * 

CAA CCC CCA 000 OCT CCC AK? CAC GW; 1GC OGA CC7 OCC CTG DCC TCV GCV 7CV GAC &M/ CAC 

OrA CCC CAC GAC AW CWJ CGG TIT ICC OCk OCT AOQ TIT TIT AOC ATC AlC ACC AG& XAC AOa XXSQ 

CTC AA0 GCa OGK} CXX3 CCC Ct\3 CCC ACC CA5 AGA HX? TCA OCT TOO CCC TCC AAC CIA CO» CCA OCA 
"LKOX. PJ*LiPTQJ?MSPCPSKXfAAP> 

ft I ^ 4 fc • 

rCO CCC ADC TtXf C?XC COC AjGC 7CC CCA ICA CXJSl (XA CCX CAT CAA ceo GCA CTA TCA CTTCWlft&C 
UtrTlsrniCS5t»5TkORHQPAL*> 

2DD0 

VCaWW^ZIrT CC7<5CAGSC»>C CTOCAjOCCCA CC-OC^GftiSAA OGDCTACxy^ T>mCAOCA ^GATXXOCTC CACCdGTO 
CAiiA<^IMCA rcAACrooOO CXWTOrOCTa CCTCTCCTW GCTICC-CC7A OCSlSTCrCOTC C7AC^TOICT AOCAOCACOG 

crrcACTooc irocicoccc TcwrcAOcas cttqgvmk: trcxiccroc a^caaoccat cooccggtxjg atctoocaga 

CCGOOaOCTO C-OTWCAOCXr CTCCACnCC OCAA'/ACroC CATOCKAAC DrcCTOCroS ITOTGCQTCt OCmCT^^CTO 

232 D 

cccc^rrxJ rcciAAc^AAo attcttcaaa icRTCMrro: cagcgctcvc cmwG&rc icAOctOTcxA axCTcocac 

C^CCTAAGOC AACTCTTW: CnCCOCfCT CCCrWCAOO OOrCA0CCT7 CAAAAC7AC* CAAQC1C?AG C^kAGTCTOCA 
CCCOOOCTOC OGAiSOCaCDOC TO>?TOac»I7 OCRGrjCftCGC TCCOGAOGCA CCTCAACAT? OCAiOO^TCC7 AtTOGCCOCr 
CXCTC7<?CCC CCACCOGCTG PCOGCICCIC 0CTIWC-IC7 dQCGAOCTC CTTACTCTTC ierOCT?aK3C QCTCCACAOC 
dQArZ-MTTY WaOMGCAA OAlZMOTQaA C5C3GACTCCTC OOCKfSTAACr 0Tm>O00r TTTXCXTm IAI^J^TAJCOC 
TIQW?JWi>*CC OCJklTOOCAC CA17C1VW»C fWQCCOOCT^ TOTCtWOOr G700CGCTIC CTOGOTCCTA AOClAOaDCSG 
CJOCAJ&CATIC AOdATrCTQ GAAaJ^ICAOA CX)CTAJWiACC TAOGftCTTGA TOCnCCTOOT CSCCCGTOOCT AWCAICATC 

mo 

TtTTOCCAOOA (XWWACTCA CTO3C3Ra>/>3 OGAOCAACCr CCTACCCAOC ICTOCCWTC COOCCATICC TOClCOaOCC 

A7ACT\XXrTT TCXiAQTO^CA dC^^rCCaGA r?CrO(XX?lT GfXWacrOJQ DCXX30Q10GA C7AACA03CC AOWCSOTCT 

CJUXrTTXTGr C7CAGAAOCC ICCAi^CVG CCTOCCAJVSO TOC7CTCAC3C rCCCTCCCTT CCTCTCTOCi: rA7ACA7ACT 

313 0 

COetCCCAAC CXy;7TCACTA CAWTTGAAOa COCTCXOOCA "^CXiCTCCaog COTOOOTOJ* OTGATOCOCr XACXCOCCTC 
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woo 

cccxxxoj^ CTSvrwxwT TwrmMW cnGcnwr vATncAOo; ATAwaoircrA oscxcmcAr crocftAcwnT 

S280 

crAXcncobA cj^jCGJuriAr cv^AciocArA. oowrcccAJG wxnc»c\7c crcccrcxw cctCTOccfkC actwaatcc 
AoooGiccyu: /^^oooxACT c7Kixma:n okxc^totc oooocacoci cca9qcicci cwxrmcTG OCrClCTOCT 

# % t » * € * ♦ 

auTiornxx} croAGJ^ritc ctxctctatc oogca^occ T^flocrorra cgotigaa^ o>3Acjmcti cmATicfiO 

******* * 

(XA-^ATOGAC; COAQOQGWXi ChQfM!G}X>2 CCACAOOOCft CTCCCTA7CC VCTC!W?TOTr TOOAAA^-AXA CTCTOCAXTC 

CXiyiTCAAXXA. AAAJkWtCCXG AfAAAMTOt AMMtACAlV crmXCTCia AiaCTACTIAr //;<}CCCA7AA ACACACC-XCT 

cnSiATOaf^t: acawjcatac w}rr>£AaAa ^AOJkWrWtc ttcvgicoj; cxrArcoTGCC icw:Axxncr ^^ciccAxot 

J760 

♦ • • * • * 

CnTCC^GAa^ CXlkAACtWO WiCATGATIT CyWXCCACOA oiroaAGACc agcc7o:aca acacaixako atcttatctc 

584 0 

7AC?uCJiyjvr 7TAAAAXAAA (aAA.UkAJ.Ct> AjOOC&CPlCAG CTCT0CAG?C CTWXrTACTC OCCWS^^I^ OSIWi^^ 

♦ * k • • * * 

TcnvcAAcc a^x)GCA7TiA cwTCJfGcrr ocACirc?A£3CT AravnocM: cAcryariACTc cwsictccc? oAcrcAorcx 

GACOCMGICT CAAACA7AAA CWOOAACAX GTrtTWrrTT rCAATAIMSaC AA7*^?aA CTOCACTTAC CWiCAACATA 

***** 

TICTClAm CAAAA.7AOCT \CAACJUGW33 -MC^rtVACTO VTOCUCCUJA CAAOOAATGA 7AAC0ITCCA GC?GW:iAGX'x 

******* 

ACCHAAAfA CCCTOATITC ATCATTACAC jyiTCAATCTlA TCrmVCAMA rATTACATOr MXXX;!U:AA^ rCTOTGTAAA 

****** ^ 

•ia^ATCrA7 CChCmrVK AA-OTTCCCAQ ACCOCIMAJO CACmVAlO GCTTDCACTC OTCACWrOA cazAcrcciuG 

« i * ^ • ^ * 

CTCM>C3U0^.7 CIATCACCCA AWktCTOOO:: AATOTOSKIAA ATIWCOTCA TOJCtUSmr OGCTTTOOCA CTOftTAGGAA 

iCOO 

rcATmCAG An\7ACrmA TCCTOUTTC CCOiCrcm' OCmXAOOAO THGCXTIGGC ChWSKACVIO AiaTCACACTK} 

, * * * • * 

W>:MC1TO>: ACnCAncro 05E>CTC^A0C CAXOOWACA AATXXAATC? TGItCTOAAC CXrWAOCrm: 7AGAAACA/^ 

GOCICICAOC AtCXCAACA7 ATCCOCTOAr GOAA^OTAA CmAfdTCA CK>lOA0CCCZ TCCTCOTTC CAACCWTTT 

66dD 

* * * ' <^ * • * 

TCnrJTOIT CC77CACSCC AJ[.rCACAATG CtATTCCCTO DCCIQCAIXSG ASCCmAGT GAC7GTCrC7 <;mTOCAAA 

4720 

% * * • * * • 

(KVCfTCnNTK 7AOTVJCTCA CrTrTCrKCJW; OOSCTCATCT TV0C7OTCT CC7AliDMAT MC7ACACTC ITCVAACAAA 

******* 

mtnoj^oGc ocKicrocAcr cxpttcaojcc tgiwtoca^ cwrrcToaaA COSCKAOOCR OTIOGAVCAT GfJXnCS^JXK 
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* ^ * • ' 

c?rrixucAjcc kvcia^^ocxji mxosKKS wxxcificTC "acrwAAAr ACVAAW^m cc?c>:?(?7oao gto<}Q3gjgca 

#^ I r r *^ ^ • * 

ociwjwsro: cAorr^cicc cxiwx^ctgac ccacxjicaxt cocrroA^rc icoawcaaa A0GnTocAC7 GKCoaj^r^7 

501D 

» 4 * »■ • ^ ^ 

CAOSCJCACTC CftCroCXOCC TCnXXiACAOK CCWACTCC KVC'KhhfM WACUfAAW.^ ^MXr^tOTOi WAT^AWJAC 

4 * * * * * * * 

nXL'/:M'WUi Q}CKKK3.KKK KAOTITA7AA WTTlAAAKWi VAAX.MAAAA ^ACACGCTICC AO^JCTOCATT WXOCCAav: 

S200 

4 ^ * « * * * * 

C3C70TW33AC ACAGACCOCX: AOOCAATOAC TICArUJOC CsXLVZOrTM Cn»3^JlTn' CSXX^ACKXiG^ 

5290 

♦ 4 I i * * * * 

crcuvTOu AACAcnrcc ToiAnciw occmcco.g aaaatcacw: tctttocct aaattcttaa ocacccioG? 

53£D 

GATCATGAra tJAXOCAffTIT ATGCCaCfVCX: CCS^GV^TWX? OTCTCAAAC^ CCrOCCW::/.T CXXTXCTCICV CXIACCCICOC 
t * 



7 
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Attorney Docket No. 23647-20007.20 



COMBINED DECLARATION AND POWER OF ATTORNEY 
FOR CONTINUATION-IN-PART APPLICATION 

AS A BELOW-NAMED INVENTOR, I HEREBY DECLARE THAT: 

My residence, post office address and citizenship are as stated below next to my name. 

I believe I am the original, first and sole inventor (if only one name is listed below) or an 
original, first and joint inventor (if more than one name is listed below) of the subject matter 
which is claimed and for which a patent is sought on the invention entitled: NOVEL 
APOPTOSIS-MODULATING PROTEINS, DNA ENCODING THE PROTEINS AND 
METHODS OF USE THEREOF, the specification of which 

(check one) is attached hereto 

X was filed on October 7, 1994 

as application serial no. 08/320,157 and was amended on (if applicable). 

I HAVE REVIEWED AND UNDERSTAND THE CONTENTS OF THE ABOVE- 
IDENTIFIED SPECIFICATION, INCLUDING THE CLAIMS, AS AMENDED BY ANY 
AMENDMENT REFERRED TO ABOVE. 

I acknowledge and understand that I am an individual who has a duty to disclose information 
which is material to the patentability of the claims of this application in accordance with Title 
37, Code of Federal Regulations, §§ 1.56(a) and (b) which state: 

"(a) A patent by its very nature is affected with a public interest. The public 
interest is best served, and the most effective patent examination occurs when, 
at the time an application is being examined, the Office is aware of and 
evaluates the teachings of all information material to patentability. Each 
individual associated with the filing and prosecution of a patent application has 
a duty of candor and good faith in dealing with the Office, which includes a 
duty to disclose to the Office all information known to that individual to be 
material to patentability as defined in this section. The duty to disclose 
information exists with respect to each pending claim until the claim is 
cancelled or withdrawn fi"om consideration, or the application becomes 
abandoned. Information material to the patentability of a claim that is 
cancelled or withdrawn from consideration need not be submitted if the 
information is not material to the patentability of any claim remaining under 
consideration in the application. There is no duty to submit information which 
is not material to the patentability of any existing claim. The duty to disclose 
all information known to be material to patentability is deemed to be satisfied 
if all information known to be material to patentability of any claim issued in a 
patent was cited by the Office or submitted to the Office in the manner 
prescribed by §§ L97(b)-(d) and 1.98. However, no patent will be granted on 
an application in connection with which fraud on the Office was practiced or 
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attempted or the duty of disclosure was violated through bad faith or 
intentional misconduct. The Office encourages applicants to carefully 
examine: 

(1) prior art cited in search reports of a foreign patent office in a 
counterpart application, and 

(2) the closest information over which individuals associated with the 
filing or prosecution of a patent application believe any pending claim 
patentably defines, to make sure that any material information contained 
therein is disclosed to the Office. 

(b) Under this section, information is material to patentability when it is not 
cumulative to information already of record or being made of record in the 
application, and 

(1) It establishes, by itself or in combination with other information, a 
prima facie case of unpatentability of a claim; or 

(2) It refutes, or is inconsistent with, a position the applicant takes in: 

(i) Opposing an argument of unpatentability relied on by the 
Office, or 

(ii) Asserting an argument of patentability, 

A prima facie case of unpatentability is established when the information 
compels a conclusion that a claim is unpatentable under the preponderance of 
evidence, burden-of-proof standard, giving each term in the claim its broadest 
reasonable construction consistent with the specification, and before any 
consideration is given to evidence which may be submitted in an attempt to 
' estabfislfa contrary conclusion of patentability." 

I hereby claim the benefit under Title 35, United States Code, § 120 of any United States 
application(s) listed below, and, insofar as the subject matter of each of the claims of this 
application is not disclosed in the prior United States application in the manner provided by 
the first paragraph of Title 35, United States Code § 112, 1 acknowledge the duty to disclose 
material information as defined in Title 37, Code of Federal Regulations, § 1. 56(a) and (b) 
set forth above which occurred between the filing date of the prior application and the 
national or PCT international filing date of this application: 

Application Serial No.: 08/160,067 

Filing Date: November 30, 1993 

Status (patented, pending, abandoned): pending 

As to the subject matter of this application which is common to said earlier application, I do 
not know and do not believe that the same was ever known or used in the United States of 
America before my or our invention thereof or patented or described in any printed 
publication in any country before my or our invention thereof or more than one year prior to 
said earlier application, or in public use or on sale in the United States of America more than 
one year prior to said earlier application. Said common subject matter has not been patented 
or made the subject of an inventor's certificate issued before the date of said earlier 
application in any country foreign to the United States of America on an application filed by 
me or my legal representatives or assigns more than twelve months prior to said earlier 
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application; and the earliest application(s) for patent or inventor's certificate on said 
invention filed by me or my legal representatives or assigns in any country foreign to the 
United States of America is identified below, as well as all other such applications (if any) 
filed more than twelve months prior to the filing date of tiiis application: 



The priority of the earliest application(s) (if any) filed within a year prior to said pending 
prior application is hereby claimed under 35 U.S.C. § 119. 

As to the subject matter, of this application which is not common to said earlier application, I 
do not know and do not believe that tiie same was ever known or used in the United States of 
America before my or our invention tiiereof or patented or described in any printed 
publication in any country before my or our invention thereof or more than one year prior to 
the date of tiiis application, or in public use or on sale in the United States of America more 
than one year prior to the date of tiiis application. Said subject matter has not been patented 
or made the subject of an inventor's certificate issued in any countiy foreign to the United 
States of America on an application filed by me or my legal representatives or assigns more 
than twelve montiis prior to tiie date of tiiis application; and tiie earliest application(s) for 
patent or inventor's certificate on said subject matter filed by me or my legal representatives 
or assigns in any countiy foreign to the United States of America is identified below, as well 
as all otiier such applications (if any) filed more tiian twelve montiis prior to the filing date 
of this application: 



The priority of tiie earliest application(s) (if any) filed witiiin a year to tiiis application is 
hereby claimed under 35 U.S.C. § 119. 

I hereby appoint the following attorneys and agents to prosecute that application and to 
transact all business in the Patent and Trademark Office connected therewith and to file, to 
prosecute and to ti^sact all business in connection with all patent applications directed to tiie 
invention: 



Reid G. Adler - Reg. No. 30,988 
Thomas E. Ciotti - Reg. No. 21,013 
Patiicia M. Drost - Reg. No. 29,790 
Edward G. Dumey - Reg. No. 37,61 1 
Tyler Dylan - Reg. No. 37,612 
Nancy Joyce Gracey - Reg. No. 28,216 
Gary A. Green - Reg. No. 38,474 
Stuart P. Kaler - Reg. No. 35,913 
Paul C. Kimball - Reg. No. 34,641 
Antoinette F. Konski - Reg. No. 34,202 
Susan K. Lehnhardt - Reg. No. 33,943 



Shmuel Livnat - Reg. No. 33,949 
Harry J. Macey - Reg. No. 32,818 
Gladys H. Monroy - Reg. No. 32,430 
Kate H. Murashige - Reg. No. 29,959 
Jackie N. Nomura - Reg. No. 35,966 
Freddie K. Park - Reg. No. 35,636 
Paul F. Schenck - Reg. No. 27,253 
James R. Shay - Reg. No. 32,062 
Debra A. Shetica - Reg. No. 33,309 
Cecily Anne Snyder - Reg. No. 37,448 
E. Thomas Wheelock - Reg. No. 28,825 



and: 
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Address all correspondence to: 



Susan K. Lehnhardt 
MORRISON & FOERSTER 
755 Page Mill Road 
Palo Alto, CA 94304-1018 



Address all telephone calls to: Susan K. Lehnhardt at 415-813-5600. 

I hereby declare that all statements made herein of my own knowledge are true and that all 
statements made on information and belief are believed to be true; and further that these 
statements were made with the knowledge that willful false statements and the like so made 
are punishable by fine or imprisonment, or both, under § 1001 of Title 18 of the United 
States Code and that such willful false statements may jeopardize the validity of the 
application or any patent issued thereon. 



Full Name Inventor: Michael C, Kiefer 





Residence: Clayton, California 



Citizenship: U.S.A. 



Post Office Address: 401 Wright Court, Clayton, California 94517 



Residence: Berkeley, Cdifomia 



Signature: 



Full Name Inventor: Philii? J. 





Citizenship: United Kingdom 



Post Office Address: 152 Hillcrest Road, Berkeley, California 94705 
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